Polychromatic flow cytometry of murine B cell activation and inhibition markers. To investigate the effect of the anti-CEACAM1 antibody mCC1 on murine B cell activation and inhibition markers, we stained splenic B cells for flow cytometry after 90 min of incubation with either mCC1 or mIgG1. Pooled spleens of n = 3 wild-type B6 mice in each experiment were disintegrated mechanically and filtered through a 70 µm Falcon cell strainer (BD Biosciences).
Cells were washed twice with RPMI-1640 (Biochrom). We enriched murine B cells (BD IMag TM ) and plated them at 5 x 10 5 cells per well using 96-well cell culture plates. Cells were either incubated with mCC1 antibody or mIgG1 at 200 µg/ml in RPMI-1640 (10 % FCS) at 37°C, 7 % CO 2 for 90 min. Additional controls contained no antibodies and were also incubated for 90 min. Alternatively, cells were stimulated with LPS (25 µg/ml) and IL-4 (5 U/ml) for 72 h prior to or after 90 min of mCC1 vs. mIgG1 incubation. The following anti-mouse antibodies were used (all from BD Biosciences): anti-CD22.2 (FITC, Lyb-8.2), anti-B220/CD45R (BV510, RA3-6B2),
anti-CD80 (BV421, 16-10A1), anti-CD40 (APC, 3/23), anit-CD86 (PE, GL1). Cells were also stained with BD Horizon™ Fixability Viability Stain 780 (FVS780) prior to extracellular staining. Stained cells were analyzed on a FACS Canto™ II (BD Biosciences) at a flow rate of 100-1,000 events per second and each tube was run until 50,000 events were recorded. Data were analyzed using FlowJo version 10.0.6 (Tree Star, Inc.). To identify differences between marker expression comparing mCC1-and mIgG1-treated cells dead cells were excluded and a gate was subsequently set on the FSC-H/FSC-A and SSC-H/SSC-A profile to gate single cells. We then 3 set a gate on all B220 + cells. Finally, B220 + cells were analyzed to determine the median fluorescence intensity (mfi) of CD22, CD40, CD80 and CD86 expression.
TIM-3 PCR. PBMCs were isolated from n = 6 RRMS patients and n = 3 age-and gender- % paraformaldehyde for 10 min and stored at 4 °C overnight. On the next day, cytospins were permeabilized with ice-cold 100 % methanol at 20 °C for 10 min. Every section was washed twice with 0.1 M phosphate-buffered saline (PBS) and incubated with 10 % normal donkey serum (Dianova) in PBS for 1 hour. Every sample was incubated with primary antibodies diluted in 2 % bovine serum albumin (BSA)/PBS (goat polyclonal anti-human TIM-3 at 10 µg/ml and mouse monoclonal anti-human CD20 (clone L26) at 2.5 µg/ml, both obtained from abcam) at 4 4 °C overnight. Sections were then stained with donkey anti-goat Cy3 (Dianova; diluted 1:600)
followed by incubation with goat anti-mouse Cy5 (Dianova; diluted in 2 % PBS 1:400) at room temperature for 1 h. Counterstaining of cellular nuclei was performed by incubation with 4',6-diamidino-2-phenylindole (DAPI; Roche; diluted 1:5,000 in PBS 
